The structure and composition of bacterial communities can compromise antibiotic efficacy. For example, the secretion of β-lactamase by individual bacteria provides passive resistance for all residents within a polymicrobial environment. Here, we uncover that collective resistance can also develop via intracellular antibiotic deactivation. Real-time luminescence measurements and single-cell analysis demonstrate that the opportunistic human pathogen Streptococcus pneumoniae grows in medium supplemented with chloramphenicol (Cm) when resistant bacteria expressing Cm acetyltransferase (CAT) are present. We show that CAT processes Cm intracellularly but not extracellularly. In a mouse pneumonia model, more susceptible pneumococci survive Cm treatment when coinfected with a CAT-expressing strain. Mathematical modeling predicts that stable coexistence is only possible when antibiotic resistance comes at a fitness cost. Strikingly, CAT-expressing pneumococci in mouse lungs were outcompeted by susceptible cells even during Cm treatment. Our results highlight the importance of the microbial context during infectious disease as a potential complicating factor to antibiotic therapy.
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, colony-forming units per ml; Cm, chloramphenicol; Cm (Cm) and the opportunistic human pathogen S. pneumoniae. We show that Cm-resistant pneumococci expressing the resistance factor Cm acetyltransferase (CAT) can provide passive resistance for Cm-susceptible pneumococci by intracellular antibiotic deactivation. CAT covalently attaches an acetyl group from acetyl coenzyme A (acetyl-CoA) to Cm [26, 27] and thus prevents the drug from binding to bacterial ribosomes [28] . Intracellular CAT in resistant bacteria can potently detoxify an entire environment in growth culture, semisolid surfaces of microscopy slides, or in a mouse infection model, supporting the survival and growth of genetically susceptible bacteria in the presence of initially effective Cm concentrations. Our results expand recent findings on the basis of E. coli growth cultures and indicate a potential clinical relevance of passive Cm resistance [29, 30] .
Results

Antibiotic Resistance of the Pneumococcus
Resistances to all currently prescribed antibiotics have been identified in clinical isolate strains of S. pneumoniae [31] . Genes that transfer antibiotic resistance can be classified according to their mode of action [32] . One class keeps the cytoplasmic drug level low by preventing drug entry or by exporting drug molecules. Another class alters the targeted enzymes by modifying their drug binding sites or by replacing the entire functional unit. A third class alters the drug molecules themselves. Only members of the latter group are potential candidates for establishing passive resistance. In the pneumococcus, resistance genes that deactivate antibiotics include aminoglycoside phosphor-or acetyltransferases and cat. To date, β-lactam antibioticdegrading enzymes have not been reported in S. pneumoniae genomes or plasmids [33] .
Standard therapy of pneumococcal infections does not include aminoglycosides because of the relatively high intrinsic resistance of S. pneumoniae to members of this antibiotic family. In contrast, Cm, a member of the World Health Organization Model List of Essential Medicines [34] , is regularly prescribed throughout low-income countries for infections with S. pneumoniae and other Gram-positive pathogens due to its broad spectrum, oral availability, and excellent tissue distribution, including the central nervous system. Recently, the antibiotic was also discussed as candidate for a comeback in developed nations due to spreading resistances against first-line agents [35] [36] [37] .
To test whether passive resistance emerges from antibiotic-deactivating resistance markers with S. pneumoniae, we used the drug-susceptible clinical isolate D39 [38] . We constructed an antibiotic-susceptible reporter strain expressing firefly luciferase (luc) and antibiotic-resistant strains expressing single-copy genomic integrated kanamycin 3 0 -phosphotransferase (aphA1), gentamicin 3 0 -acetyltransferase (aacC1), and chloramphenicol acetyltransferase (cat). Resistant and susceptible cells were grown at a one-to-one ratio, and optical density (both strains) and bioluminescence (emitted by susceptible cells only) were measured (Fig 1) . Expression of cat, but not aphA1 or aacCI, conferred passive resistance to susceptible cells (as observed by increased luminescence in mixed populations compared with assays of susceptible cells only; S1 Fig) , mirroring prior investigations of antibiotic deactivation by resistant isolates of S. pneumoniae [39] . Aminoglycosides permeate the bacterial cell only at low frequency [40] ; high permeability, however, was recently shown to represent an important precondition for the establishment of passive resistance, explaining why the phenomenon could not be observed with aphA1 and aacCI expression [29] .
Collective Resistance to Cm In Vitro
To characterize the observed Cm collective resistance in more detail, we used the Cm-susceptible strain D-PEP2K1 (from here on Cm kanamycin resistance marker aphA1 [41] , and the Cm-resistant strain D-PEP1-pJS5 (from here on Cm R ), which expresses cat from plasmid pJS5 [42] (see Methods). Luminescence allowed for the real-time estimation of growth (or inhibition) of the Cm S population, and kanamycin resistance allowed for the monitoring of their viable cell count by plating assays in the presence of kanamycin. Cm represses the growth of susceptible pneumococci at a minimal inhibitory concentration (MIC) of 2.2 μg ml −1
, and during Cm exposure, luminescence from luc expression of susceptible pneumococci was previously shown to decrease at a rate that depends on the applied Cm concentration [12] . However, when Cm S was co-inoculated with CAT-expressing Cm R , luminescence (indicative for growth or inhibition of the Cm S cell fraction) recovered, both for a Cm concentration slightly above the MIC (3 μg ml −1
; Fig 2A) and even for a Cm concentration of more than two times the MIC (5 μg ml (Fig 2A and S2 Fig) , and plating assays (with kanamycin) revealed that the difference in viable cell count was 1,000-fold greater after 8 h of cocultivation ( Fig 2B and S2 Fig) . Although Cm is commonly regarded as bacteriostatic, bactericidal activity has also been demonstrated against S. pneumoniae [43] , explaining the observed decrease in viability of Cm S monoculture ( Fig 2B and S2 Fig) .
To confirm that Cm R cells actually deactivate Cm in the growth medium, we analyzed culture supernatant (S) by high-performance liquid chromatography (HPLC) [44] . As shown in Fig 2C , within 4 h of growth, Cm R cells entirely converted an initial Cm concentration of 5 μg
, as evidenced by the disappearance of the corresponding Cm peak at wavelength 278 nm. New peaks (at later elution times) appeared and gradually increased in HPLC profiles of S collected after 1, 2, and 4 h of cultivation; these peaks were previously shown to correspond to acetylated Cm derivates (1-and 3-acetylchloramphenicol) [44] . ) constitutively expressing luc are grown together with antibiotic-resistant cells (Ab R , which do not express luc). Only when the concentration of the antibiotic in the medium is reduced by enzymatic deactivation of resistant cells will the genetically antibiotic-susceptible cells be able to grow and produce light. 
Intracellular Deactivation of Cm
To test whether Cm processing by CAT is an intracellular process, or if it takes place after secretion or cell lysis, we examined the potential of the S and the cytosolic content of Cm R cells to deactivate Cm (assay scheme in Fig 2F) . ) [12] for 1 h at 37˚C to prevent ongoing protein synthesis and thus CAT expression. Next, the Tc-treated culture was split into three fractions: cell pellet (P) and S, separated via centrifugation, and cell culture lysate (L), obtained by sonication. The P was resuspended in C+Y medium containing 3 μg ml −1 Cm (and 1 μg ml −1 Tc), and 3 μg ml −1 Cm was added to the S and the L, followed by incubation at 37˚C. After 2 h, the remaining cells and cell debris were removed by centrifugation and filtration, and the treated medium was used to test cell growth of a Tc-resistant variant of the Cm S strain. Neither the S nor the L could support growth of Cm S , whereas medium preincubated with the P did ( Fig 2E) . Together, these experiments indicate that CAT is only active inside living cells, in which acetyl-CoA is present [26, 27] .
Single-Cell Observations of Collective Resistance
Because the abovementioned experiments were performed in bulk assays, we wondered whether CAT-expressing bacteria would also efficiently deactivate Cm, and thus support the growth of susceptible cells, in a more complex environment, such as on semi-solid surfaces. To do so, we spotted Cm S. pneumoniae cohabitates the human nasopharynx with other bacteria, such as S. aureus [6] . Therefore, we investigated whether CAT-expressing S. aureus could also support growth of Cm-susceptible S. pneumoniae in environments containing Cm. As shown in Fig 3 and 
Requirements for Stable Coexistence
The observation that Cm S cells grow only when Cm-deactivating cells are present in their close vicinity (Fig 3) suggests that the establishment of collective resistance requires Cm S and Cm R bacteria to be present in the same niche. However, such coexistence is subject to ecological constraints (e.g., the competitive exclusion principle) [45] , particularly if susceptible and resistant strains compete for the same limiting resource. We therefore developed an ecological model to assess the scope for coexistence between CAT-producing bacteria and an antibioticsusceptible strain (S1 Text). Consistent with this objective, we employed a minimalist modeling strategy and disentangled the qualitative effects of different factors (antibiotic stress, relative cost of Cm degradation and density regulation by ecological resource competition) from the interaction between Cm S and Cm R bacteria rather than aiming for a precise quantitative reconstruction of the experimental conditions. In fact, in contrast to natural environments (such as the human nasopharynx) that provide ample opportunities for coexistence because of spatial structure and concentration gradients of multiple resources, the model considers a worst-case scenario for coexistence: the two populations are assumed to grow in a well-mixed, homogeneous chemostat environment and are limited by the same resource. Nonetheless, we found that coexistence between Cm R and Cm S bacteria was feasible ( Fig 4A and 4B ), albeit under a restricted range of conditions ( Fig 4C and S4 Fig) . A mathematical analysis of the model (S1 Text) indicates that resistant and susceptible bacteria can establish a stable coexistence when CAT expression has a modest fitness cost. Without such a cost, the Cm R strain is predicted to outcompete the Cm S strain in the presence of antibiotics. Conversely, if the cost of expressing resistance is too high, the Cm S strain will be the superior competitor. Interestingly, the model furthermore predicts parameter ranges that result in the extinction of mixed populations during drug treatment, while Cm R populations on their own could survive (S4 and S5 Figs). A second condition for coexistence demands that the Cm R population has a significant impact on the extracellular Cm concentration in its ecological niche. This requires that the population density reached at steady state must be high, so that coexistence can be stabilized by frequency-dependent selection, generated by a negative feedback loop between the relative abundance of drug-deactivating cells and the level of antibiotic stress in the environment. We note that competitive exclusion acts at a local scale in structured environments, where the presence of spatial gradients in Cm and resources may help to create refuges in which either strain can escape competition from the other. In addition, we expect that coexistence between resistant and susceptible bacteria would be promoted in vivo by previously evolved ecological niche partitioning between co-occurring species.
In Vivo Collective Cm Resistance
A general prediction from our mathematical model (S1 Text) is that coexistence of Cm S and Cm R in the presence of the antibiotic is precluded when the production of CAT carries no fitness cost; we expect this prediction to apply likewise in more complex environments with spatial and/or temporal heterogeneity in Cm concentrations. However, in vitro, in short-term experiments, we did not observe any obvious fitness cost for CAT expression (such as reduced growth rates or a reduced maximum cell density; Fig 2) . Nevertheless, in vivo, a fitness cost might come into existence because resistant cells that grow rapidly might be preferentially R and Cm S populations subject to antibiotic stress and resource competition. (b) Dynamic of intracellular Cm (y r and y s ) and growth-limiting resource (z). Simulation time is scaled relative to the mean residence time of cells in a chemostat, which is equal to the generation time at steady state. At low population densities, the Cm R strain can grow, whereas Cm S cannot, due to a high concentration of Cm. However, the invasion of Cm R lowers antibiotic stress, generating permissive conditions for the growth of Cm S cells. The chemostat is then rapidly colonized by both strains (shortly after t = 180) until the resource becomes limiting. From that moment onwards, total cell density changes little, while the relative frequencies of the two strains continue to shift. Eventually, a stable equilibrium is reached, at which the cost and benefit of CAT expression (i.e., reduced growth rate efficiency for Cm targeted by the host innate immune system, as previously shown for commensal and pathogenic bacteria, including E. coli and S. aureus [46] . We tested the activity of the human antimicrobial peptide LL-37 in dependency of Cm treatment and found, indeed, increased killing efficiency against CAT-expressing S. pneumoniae (S6 Fig 
Discussion
This work elucidates that CAT, which is commonly found as a resistance marker in the human microbiome [47] [48] [49] , can effectively protect Cm-susceptible pneumococci from the activity of the drug within local environments occupied by CAT-expressing cells. Because of its potency, long shelf life, and low cost, Cm remains a mainstay of broad-spectrum antibiotic therapy in several countries in Africa, the Indian subcontinent, and China [50] . The rise of multidrug resistance among human pathogens has also provoked interest in reevaluating Cm for certain serious infections in developed countries [35] [36] [37] . This work points out some caveats in using Cm to target human pathogens on mucosal surfaces because CAT-expressing commensals might provide passive resistance. CAT can only deactivate Cm inside living cells (Fig 2E and 2F) , presumably because it needs acetyl-CoA to acetylate and deactivate the target drug [26, 27] . We show that Cm deactivation and collective resistance via CAT is not limited to S. pneumoniae, because CAT-expressing S. aureus can also support the local growth of pneumococci in the presence of initially effective Cm concentrations (Fig 3) . Collective resistance by CAT does not only occur in vitro but also in vivo in a mouse pneumonia model (Fig 5) . Strikingly, when Cm-treated mice were coinfected with CAT-expressing and Cm-susceptible pneumococci, the susceptible bacteria outcompeted the resistant ones (Fig 5) . We previously showed that the susceptibility of bacteria towards antimicrobial peptides, produced by the host innate immune system, is markedly diminished in the presence of bacteriostatic antibiotics; Cm-inhibited E. coli, for example, are less efficiently cleared by the human peptide LL-37 [46] . We could demonstrate that this mechanism also takes place in S. pneumoniae ( S6 Fig). When Cm was added to LL-37 treatment of pneumococci, the number of Cm S cells recovered was one log-fold higher compared with Cm R cells (S6 Fig). As shown before, this effect occurs because bacteriostatic antibiotics, such as Cm, inhibit the growth of susceptible bacteria and thereby reduce the susceptibility to host antimicrobial peptides that target bacterial division; Cm-resistant bacteria, in contrast, maintain fast growth in the presence of Cm and are therefore more rapidly killed by host antimicrobial peptides in vivo [46] . This phenomenon may therefore represent a contributing factor underlying our findings of the mouse pneumonia model. In this framework, rapidly growing Cm R cells would suffer immune clearance, while the initially nongrowing Cm S are less efficiently targeted by host defense factors. Once the Cm concentration has dropped sufficiently, Cm S cells can outgrow and outcompete the diminished Cm R population.
Our work with CAT and pneumococcus extends the known phenomenon of passive resistance via β-lactamase expression and expands on recent findings of collective resistance of bacterial communities [29, 30] . Intracellular antibiotic deactivation requires a high drug permeability, and it is worth noting that this-in general desired-drug characteristic can also represent a risk factor for the effectiveness of an antibiotic therapy. Passive resistance could also appear with other antibiotic-degrading resistance factors in other bacteria [29] and may even emerge for synthetic antibiotic compounds [51] . In light of numerous reports of prevalence of drug resistance in pathogens, successful antibiotic therapy might become increasingly complicated with the occurrence of collective resistance. The phenomena could furthermore give rise to multidrug resistance of bacterial communities, in which individual resistances are expressed in different bacterial community residents [2, 18, 30] . Our mathematical model, however, predicts that collective resistance is only sustainable when resistance expression comes at a (modest) fitness cost (S4 Fig), and competitive exclusion is avoided by strong ecological feedback or alternative mechanisms (such as spatiotemporal structure or previously evolved niche partitioning). Nevertheless, even if coexistence is limited, the prolonged survival of susceptible cells within resistant communities may already represent an issue by increasing the 
Methods
Strains and Growth Conditions
S. pneumoniae Cm S , a Cm-susceptible D39 derivate strain that constitutively expresses luc and a kanamycin resistance marker was used throughout. The Tc-resistant variant of this strain contained the Tc resistance gene tetM integrated at the bgaA locus, obtained via transformation with pPP1 [52] . luc has a reported half-life of 3 min in S. pneumoniae, and luminescence therefore gives real-time information on the level of gene expression activity [41, 53] . S. pneumoniae Cm R , expressing CAT from plasmid pJS5, was used as standard for a Cm-resistant strain. Initial experiments were carried out with the Cm-resistant strain D-PEP1C3 that expresses CAT from a strong synthetic promoter. S. pneumoniae D-PEP33 expressing GFP was used as a Cm-susceptible strain in time-lapse microscopy experiments [41] . S. aureus experiments were performed with strain LAC pCM29 [54] that constitutively expresses CAT and GFP.
S. pneumoniae and S. aureus cells were grown in C+Y medium (pH 6.8), supplemented with 0.5 μg ml ) sheep blood and incubated overnight at 37˚C.
Microtiter Plate Reader Assays
Costar 96-well plates (white, clear bottom) with a total assay volume of 300 μl per well were inoculated to the designated starting OD value. Microtiter plate reader experiments were performed using a TECAN infinite pro 200 plate reader (Tecan Group) by measuring every 10 min with the following protocol: 5 s shaking, OD (595 nm, path length 10 mm) measurement with 25 flashes, luminescence measurement with an integration time of 1 s.
In mixed population assays (shown in Fig 2A) , all cultures were inoculated with Cm S cells to an initial cell density of OD 0.001. Cm R cells were inoculated to the same density, and control cultures without Cm R cells contained equal amounts of Cm-sensitive D39 wild-type cells to correct for unspecific effects such as drug-titration via cellular Cm binding.
HPLC Analysis
S were obtained by Cm R cultivation (inoculation at OD 0.001) in the presence of 5 μg ml −1 Cm in microtiter plates (as described above). Four wells were sampled and pooled per time point (combined volume of 1.2 ml), centrifuged to remove cells, and filtered through a 0.2 μm filter. HPLC analysis was carried out using an Agilent 1260 Infinity system (Agilent Technologies) with ultraviolet (UV) detection at 278 nm (maximum absorbance of Cm) [44] . An Aeris Peptide XB-C18 column (Phenomenex) with 3.6 μm particle and a size of 250 × 4.60 mm was used. Reversed-phase chromatography was carried out at a constant flow rate of 1 ml min ) and solution B: acetonitrile 0.1% TFA, according to the following protocol: 100 μl sample loading, 3 min 10% B, 20 min gradient 10% to 50% B, 1 min gradient 50% to 95% B, 3 min 95% B, 1 min gradient 95% to 10% B, 6 min 10% B.
Microscopy
A Nikon Ti-E microscope equipped with a CoolsnapHQ2 camera and an Intensilight light source was used. Time-lapse microscopy was carried out by spotting pre-cultured cells on 10% polyacrylamide slides inside a Gene Frame (Thermo Fisher Scientific) that was sealed with the cover glass to guarantee stable conditions during microscopy. The polyacrylamide slide was prepared with growth medium containing 3 μg ml −1 Cm. Images of fluorescing cells were taken with the following protocol and filter settings: 0.3 s exposure for phase contrast, 0.5 s exposure for fluorescence at 440-490 nm excitation via a dichroic mirror of 495 nm, and an emission filter of 500-550 nm. Temperature during microscopy was controlled by an Okolab climate incubator, and images were taken every 10 min during 20 h at 37˚C.
Mouse Infection Model
The murine pneumonia model was performed with slight modifications as previously described [56] . Based on pilot experiments, we estimated that the number of animals required to observe a statistical difference between the groups would exceed the technical limit of animals that could be inoculated and treated per day. Therefore, the experiment was split into 2 d with the original pool of animals randomized to each group at the start of the multi-day experiment. Prior to statistical analysis, the data were combined. Note that all intratracheal infections were performed in a blinded fashion with respect to Cm or vehicle treatment. Eight-wk-old female CD1 mice (Charles River Laboratories) with an average body weight of 28 g were used.
Fresh cultures of Cm S and Cm R were started in 10 ml of Todd-Hewitt broth containing 2% yeast extract (THY) and 10 ml of THY supplemented with 5 μg ml −1 Cm, respectively. Cultures were grown at 37˚C in a 5% CO 2 incubator until OD (600 nm) 0.6. Bacteria were washed twice with PBS via centrifugation at 3,220 × g at room temperature and concentrated in PBS to yield 3.5 × 10 7 CFU in the inoculation volume of 40 μl. For mixed infections, an equal volume of concentrated Cm S and Cm R pneumococci were combined. Mice were anesthetized with 100 mg kg −1 ketamine and 10 mg kg −1 xylazine. Once sedated, the vocal chords were visualized using an operating otoscope (Welch Allyn), and 40 μl of bacteria was instilled into the trachea during inspiration using a plastic gel loading pipette tip. Mice were placed on a warmed pad for recovery. After 1 h, one intraperitoneal injection of Cm 75 mg kg −1 or vehicle controls was given, followed by two additional doses spaced 5 h apart. Mice were sacrificed with CO 2 24 h after infection. To enumerate total surviving bacteria in the lungs, both lung lobes were removed and placed in a 2 ml sterile micro tube (Sarstedt) containing 1 ml of PBS and 1 mm silica beads (Biospec). Lungs were homogenized by shaking twice at 6,000 rpm for 1 min using a MagNA Lyser (Roche), with the specimens placed on ice as soon as they were harvested. Aliquots from each tube were serially diluted for CFU enumeration on THY plates. To determine whether or not a colony was Cm S or Cm R , individual colonies from the THY plates were picked and transferred into 100 μl of THY media in 96-well plates. The 96-well plates were incubated overnight at 37˚C in a 5% CO 2 incubator. After overnight incubation, wells were mixed, and 5 μl of media from each well was transferred into 100 μl of THY containing 15 μg ml −1 Cm or 100 μg ml −1 kanamycin. The 96-well plates were once again incubated overnight at 37˚C in a 5% CO 2 incubator, and wells were finally assessed for the presence or absence of a bacterial P. Cm (!98% purity; Sigma) for animal injection was prepared as follows: 40 mg ml −1 of Cm was dissolved in 800 μl of 70% ethanol in PBS to make a 50 mg ml −1 stock solution. This stock solution was diluted in PBS to 3.75 mg ml −1 for intraperitoneal injection into mice at 75 mg kg
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Modeling
The model describes the dynamic of a coculture of CAT-expressing Cm R and Cm S bacterial cells growing in the presence of Cm in a chemostat environment. The two strains, with population densities x r and x s , respectively, compete for a growth-limiting resource, z. Cm is assumed to inhibit growth; we separately keep track of the intracellular concentrations of Cm (y s in susceptible cells and y r in resistant cells) and its concentration in the extracellular medium y m .
The equations for the growth of the two bacterial populations and the growth-limiting resource are given by
where r is the maximum growth rate of Cm S cells, η is the relative growth efficiency of Cm R cells, c is the resource consumption rate, and k z and h y , respectively, are the half-saturation and inhibitory constants of the growth function. Time, resource concentration, and cell densities have been scaled relative to the flow rate of the chemostat, the resource concentration in the inflow medium, and the number of cells that fit in the chemostat volume, respectively, in order to reduce the number of free parameters (see S1 Text for details). The concentrations of Cm in the different compartments, which have been scaled relative to the Cm concentration in the inflow medium, change according to the equations:
The processes described by the terms on the right-hand side include inflow of Cm into the medium, passive transport of Cm between compartments at rate p, outflow from the chemostat, degradation of Cm by CAT in Cm R cells (according to Michaelis-Menten kinetics with maximum rate d and half-saturation constant k y ), and concentration changes due to fluctuations in the volume of the compartments. Eqs (1) and (2) were solved numerically using 
, co-cultivated with a strain of the pneumococcal niche competitor Staphylococcus aureus that expresses CAT and GFP (strain LAC pCM29), growing on a semi-solid surface containing 3 μg ml −1 chloramphenicol. The first still frame of the time-lapse experiment is annotated as one hour into the cultivation start (01:00); one hour was the time required for reaching stable conditions inside the microscopy slide that allow for automated recording. Note that GFP expression, in the case of the Cm-resistant S. aureus LAC pCM29, is not inhibited by the Cm treatment, and GFP is consequently continuously produced (counteracting photobleaching and dilution). The observed high fluorescence is the result of GFP expression from a multi-copy plasmid (in contrast to the single-copy genomic integration in S. pneumoniae D-PEP33 shown in S3 Fig) . 
